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l££i LUjestrom et aL, J. Vjiol. 65:4107-41 13 (1991). 
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KjpHKvU, low passage number from ATCC Culture medium: MEM+NEAA+10% 
S)MEM + 15% PBS, When passaging or preparing cells far clectruporation, 
^monolayers should never be allowed reach complete confluence This 
s clumping and is generally inevembfe. If this happen*, throw them away and start 
|. Note that you wifl need 5 x l(#^^ 

fluent 11 r 



^rparatas; BioRadGcucPulsarTMv^ 0.2 mm electrode gap 

cSvettes from BioRad* Other brands of electxoporation devices probably will also weak but 
ngy require adjustment of settings (voltage, capacitance, etc) to optimize transection 
efficiency and cell survival. 

fiNasfr-ftcc PBSj Celhf axe washed and shocked in this solution. It is advisable to 
check the electroporation time constant of your PBS before starring, the value should be 
0 J at the settings given below. 

■1. Wash the cdimonolayer8 twice with PBS. 

2. AM3 txdto^siuperl50mmplate, Incubate at 37°Cfor~ 5 min until hypsixuzation is 
complete. Gently produce a single cell suspension in the trypsin solution using a pipette 
and transfer the cells to MEM + 2% FBS to stop trypsinization (1 0 ml per plate). 

3. CoIkathe<»U*by low CO0<*-je*x CT^ 

4. Carefully remove the supernatant and rcsuspend the cells in ice-cold RNase-free PBS 
(we use 3-5 ml per 150 mm plate), ^ggg* X^ y ^,/ 

5. . Dctennine the yiold of the cells (we usually count the number of cells diluted 1:10 in 
PBS). 

6. Collect the cells as in step 3. Wash one additional time with ico-cold RNase-fiee PB S 
(repeat steps 4 and 3). 

7. RAsuspend the cells at i concentration of 1 x 10 7 cells/ml in ice cold RNase^fose PBS 
and keep them on ice. ^ 

hJ\^ ^° RNA $Am P lc * to eloctxoporated in a IJS ml microcendfUgc cubo on ice. Add 
500 Jll of the cell suspension* mix gently, and quickly transfer the RNA/ccll mixture to the 
dectroporaGon cuvette. Put the cuvcte in the holder of the eledroporaiion device. 

9. Shock the cells two times using the following settings. 1.5 kV, 25 jiED. with thcpul£$_ 
cont roUq r resistance set on infinity. The time constant should be approximately 0.7. Tell 
survival is typically 65-75%. ' 

10. After die electric shocks, allow the cells to sit at room tempeiature for 10 min. After 
this recovery period, the cells are diluted 20-fold witb M£m + FBS (9.5 ml) and plated 
We usually use 0.5-2 ml/ 24 mm well, 1-4 ml/ 35 mm plate, 4-6 ml/ 60 mm plate, or 8-10 
ml/ 100 mm plate, depending upon nature of the experiment 
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